Dear Sir, Various atrial natriuretic peptides have recently been reported to be preventive against radiocontrast-induced acute renal failure (ARF) both in man and in animals [1, 2]. We examined the direct toxic effect of ioxaglate, a dimeric radiocontrast agent, in vitro on a cultured renal cell line, LLC-PK1 cells and the effect of α-hANP thereon. The effects of ioxaglate were compared with those of an equiosmolar solution of mannitol. As urinary excretion of proximal tubular enzymes has proved to be effective in assessing radiocontrast-induced renal injury after major arteriography [3], changes in alkaline phosphatase (ALP), γ-glutamyl transpeptidase (γ-GTP), leucine aminopeptidase (LAP) and N-acetyl-ß-Dglucosaminidase (NAG) activity in the medium were used as the markers of cell injury. LLC-PK1 cells obtained from the American Type Culture Collection (ATCC CRL-1392) were cultured as previously reported [4]. The effects of ioxaglate and mannitol were studied 7 days after seeding when the cells reached a confluent monolayer. Each well was washed twice with 2 ml of Dulbecco's PBS buffer. After removing the buffer, reaction was initiated by 1.0 ml addition of DMEM (Dulbecco's modified Eagle's medium, Nissui Pharmaceutical Tokyo, Japan) supplemented with 0.1% bovine serum albumin, 0.1% glucose, 1 mM CaCl2 and 20 mM Tris-HEPES (pH 7.4) containing ioxaglate or mannitol. Cells were incubated at 37 °C in an atmosphere of 5% C02-95% air for indicated time intervals. At the end of the incubation period, the medium was removed immediately by suction. The medium samples were then analyzed for enzyme activities. Medium ALP, γ-GTP and LAP were assayed by an autoanalyzer (Hitachi 736-60). Medium NAG was assayed by the mcresolsulfonphthaleinyl-N-ß-glucosaminide method (Shionogi NAG Assay Kit, Shionogi, Osaka, Japan). hr 3 Fig. 1 . Effect of ioxaglate on medium enzyme activities. Control (O), ioxaglate 10 mM(Á), 0.1 mM(Δ) and mannitol 10 mM(·). Data are means ± SD of six determinations. *p < 0.05 vs. control (Dunnet's multiple comparison analysis). α-hANP stimulation of cGMP was studied in confluent monolayers of LLC-PK1 cells 7 days after seeding. Culture medium was replaced with 1.0 ml DMEM contai-nig 1 mM3-
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